The HD-11 macrophage cell l i ne (17) was grown i n monolayers m MEM supplemented wth 10% fetal bovi ne serum (FBS), 4 mM L-glutamine, 100 u/ml penicillin and 100 pg/ml streptomycin at 37oC i n an atmosphere of 5% CO2 and 95% air. When confluent, the medium was aspirated and the cells washed twice with indicator-free Earle's Bal anced Salt Solution (EBSS). The monolayers were then incubated for 24 h i n FBS-free, phenol red-free MEM supplemented with L-glutamine and antibiotics. The cells were harvested with 1% trypsin-EDTA (Irvine Scientific, Irvine, CA) at 37oC. After neutralization of the trypsin, cells were washed twice with xx-cold TMSS buffer (15 mM Tris-acetate, 2 mM MgClZ., 2.5 mM succinate and 25 mM sucrose, pH 7.4). The washed cells (2x107) were resuspended i n TMSS buffer, disrupted by sonic&ion (W-380, Ultrasonic, Farmingdale, NY). The sonicate was centrifuged at 700xg for 10 min at 4oC to remove nucl ei and plasma membrane debris, at 8,500xg for 10 min at 4oC to recover mitochondria, and finally at 100,OOOxg for 1 h at 4oC to remove m~crosomes from the cytosol fraction.
The mitochondria were frozen i n TMSS buffer and stored at -7OoC until use. The stimulatory effect on the enzyme is mediated by relatively low intracellular NO levels. An electron (e-) generated from NO is donated to oxidized NADI', thus forming NADPH. NADPH, i n turn, supplies the electron transport chai n of accessory proteins, consisting of a flavoprotein reductase (FP), a ferredoxin (Fdx), and a cytochrome P450, l i nked to the I-hydroxylase. On the other hand, the inhibitory effect of relatively high NO levels i n the cell results from competition with 02 binding to the P450 heme group.
Although iNOS is believed to be responsible for the bulk of NO produced by macrophage-like cells (23), in the absence of iNOS NO can be generated nonenzymatically from sodium nitroprusside (SNP). Figure  lc shows the NO generating capacity of HD-11 cell mitochondria after exposure to 200 PM SNP.
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